Immunofluorescence on cells.
The effects of CyPA and its inhibitor MM284 treatment on MFS-VSMC cell cycle and apoptosis were evaluated for 48 h in complete Medium 231 (Life Technologies). The cell cycle distribution after cell starvation was evaluated at Gallios flow cytometer (Beckman Coulter) by bromodeoxyuridine (BrdU) assay. Briefly, cells were treated with BrdU (Sigma) solution at a final concentration of 30 μM for 1 h in a CO2 incubator at 37 °C. Then, cells were washed in PBS, resuspended in PBS, fixed with 95% ethanol, and stored O/N at 4 °C. The day after, cells were pelleted, treated with 2 N HCl (Sigma), 0.2% Triton X-100 (Sigma) for 30 min at room temperature and then resuspended with 0.1 M Na2B4O7 (Sigma), pH 8.5 to neutralize acid. MFS-VSMC were washed in PBS, 0.1% BSA, 0.5% Tween 20 (Sigma), and incubated with antibody anti-BrdU-FITC (BD Bioscience) for 30 min at room temperature. Data from 20,000 events per sample were collected and the relative percentages of the cells in G0/G1, S, and G2/M phases of the cell cycle were calculated using Kaluza software (Beckman Coulter). For cell death experiment, MFS-VSMC were resuspended in FACS buffer (0.1% Bovine Serum Albumin, BSA and 5 mM EDTA in PBS) after treatment and incubated with AnnexinV-FITC antibody (eBioscience) for 10 min at room temperature. Then, cells were washed and resuspended in FACS buffer. Data from 10,000 events per sample were collected and the percentage of the elements was calculated using Kaluza software (Beckman Coulter).
In situ zymography.
VSMC were plated on chamber slides and, after 100 ng/mL CyPA and/or antibody against EMMPRIN treatments, incubated with the DQ gelatin (EnzChek® Gelatinase/Collagenase Assay Kit, Molecular Probe) following the manufacturer's instructions. After, cells were fixed with 4% paraformaldehyde (PFA) and incubated with the Hoechst solution (Thermo Fisher Scientific). Analyses were performed using a Zeiss LSM 710 confocal microscope. The Fluorescein isothiocyanate (FITC) signal related to cleaved gelatin was analyzed by ZEN 2008 software (Carl Zeiss) and normalized to the nuclei number. Counts were performed by two readers blinded to the treatment. 
